Arlaud et al.
Arlaud et al. (1) raised concerns regarding our smallangle X-ray scattering (SAXS) and EM models of the unbound C1r 2 s 2 tetramer (2). They reference studies supporting an interaction of two C1rs dimers via C1r CCP1-serine protease (SP) interactions. In response, we conducted refinements against our SAXS data by imposing distance restraints derived from C1r CCP1-CCP2-SP crystal structures (3, 4) . The resulting models with central C1r dimers (Fig. 1) (2) are not instrumental in excluding either of the models because many computed projections obtained by rotation of the SAXS models resemble each other at ns resolution levels ( Fig. 2 B and D) . Part of our ns images exhibit "split ends" (Fig. 2A) , so this feature is not a result of averaging as proposed by Arlaud et al. (1) . These images are not in agreement with the SAXS output model in Fig. 1 . However, we also observed particles with simple ends, as in the study of Tschopp et al. (5) (Fig. 2F) . Further experiments are required to decide conclusively between the two possible structures of unbound C1r 2 s 2 .
However, although our analysis of unbound C1r 2 s 2 in our study (2) is incomplete, this fact does not change our conclusions regarding the structure of nonactivated C1 and its consequential intermolecular activation mechanism. The CUB1-EGF tetramerization of the C1r 2 s 2 inside the C1 complex assumed by us (2) is consistent with models developed by Brier et al. (6) and Venkatraman Girija et al. (7) featuring the CUB1-EGF-CUB2 domains of C1r and C1s located in one central plane, consistent with the fact that both C1r CUB domains, but only the C1s CUB1 domain, contain a binding site for C1q collagen stems (8, 9) . The CCP1-CCP2-SP domains were suggested to be tucked inside the C1q collagen stems in nonactivated C1, and Arlaud et al. (1) reference an EM study in favor of this model (10) . However, the micrographs presented in that study (10) and a related contemporary study (11) do not prove a central location of the C1r and C1s SP domains. Our SAXS rigid body modeling of the nonactivated C1 complex placed the C1r and C1s SP domains at the periphery independent of their initial position, and this location was supported by our ab initio SAXS modeling (2) . Consistently, our ns EM class averages showed up to 10 protruding spherical domains in agreement with six C1q globular heads and four SP domains from C1r and C1s located in the periphery of C1. If the SP domains were tucked in the center of nonactivated C1, a maximum of six peripheral domains would be observed. 
